Three natural oils extracted from Mentha piperita, Pinus roxburghii, and Rosa spp. were assessed in order to determine their insecticidal activity against the adults of three stored product insects: the rice weevil (Sitophilus oryzae L.), the lesser grain borer (Rhyzopertha dominica, Fabricius), and the red flour beetle (Tribolium castaneum, Herbst.). By Gas chromatography?mass spectrometry (GC/MS) analysis, the main compounds in the n-hexane oil from Rosa spp. were determined to be methyl eugenol (52.17%), phenylethyl alcohol (29.92%), diphenyl ether (7.75%), and geraniol (5.72%); in the essential oil from M. piperita, they were menthone (20.18%), 1,8-cineole (15.48%), menthyl acetate (13.13%), caryophyllene (4.82%), ?-pinene (4.37%), and D-limonene (2.81%); and from the foliage of P. roxburghii, they were longifolene (19.52%), caryophyllene (9.45%), ?-3-carene (7.01%), ?-terpineol (6.75%), and ?-elemene (3.88%). S. oryzae and R. dominica were reared using sterilized wheat grains, and T. castaneum was reared on wheat flour mixed with yeast (10:1, w/w), all under laboratory conditions (27 ± 1 °C and 65% ± 5% Relative humidity (R.H). Two toxicity bioassays were used, as well as contact using thin film residues and fumigation bioassays. The results indicated that M. piperita caused a high toxicity for S. oryzae compared to other insects. High significant variations were observed between the tested M. piperita doses against the stored insects, and this natural material could be used to control insects that infect the grains. Also, the data indicated that the Rosa spp. oil had a low-toxicity effect against these insects compared to other oils. We recommend using natural oils against the stored weevils and petals, rather than the chemical agent, so as to serve human health.
Introduction
Currently, the post-harvest losses of stored cereals range from 10%-20% of the overall yearly production and are caused by insect damage, microbial deterioration, and other factors [1] . A large to the mass of the fresh weight of the leaves (mL/100 g fresh weight). The oil was kept dry in sealed brown bottles and stored at 4 • C before the chemical analysis [40] .
The Rosa spp. (flowers) oil was extracted using an n-hexane solvent (Loba Chemie Pvt. Ltd., laboratory reagents & fine chemicals, Mumbai, India), according to the method of Patrascu and Radoiu [41] , with minor modifications, where about 50 g of fresh flowers were extracted using a soaking method in 150 mL of n-hexane for 6 h.
GC-MS Analysis of the Oils
The chemical composition of the oils was performed using a Trace GC 1300-TSQ Quantum mass spectrometer with a direct capillary column TG-5MS (30 m × 0.25 mm × 0.25 µm film thickness) (Thermo Scientific, Austin, TX, USA). The column oven temperatures and program can be found in previous work [15] . The components were identified by comparing their retention times and mass spectra with those of the WILEY 09 and NIST 14 mass spectral databases. The Xcalibur data system (3.0, Thermo Fisher Scientific Inc., Austin, TX, USA, 2014) of GC/MS with threshold values was used to confirm that all of the mass spectra (MS) were attached to the library by measuring the standard index (SI) and reverse standard index (RSI), where a value of ≥650 was acceptable to confirm the compounds [42] [43] [44] [45] .
Insect Culture
S. oryzae (Coleoptera: Curculionidae) and R. dominica (Coleoptera: Bostrichidae) were reared under laboratory conditions (27 ± 1 • C and 65% ± 5% Relative humidity (R.H) using sterilized wheat grains, and T. castaneum (Coleoptera: Tenebrionidae) was reared on wheat flour mixed with yeast (10:1, w/w), both in 1 L glass jars that were covered with a fine mesh cloth for ventilation [46] . The adult insects used in the toxicity tests were about one to two weeks old. All of the experimental procedures were carried out under the same conditions as the culture.
Contact Toxicity Bioassay
The insecticidal activity of the different EOs was assessed using a film residue method [47] . Bioassays were done in Petri dishes (9 cm in diameter) (Adge industries, Ahmedabad, India). Then, 1 mL of the dilution was spread on the surface of the Petri dishes. The acetone solvent (El Nasr Pharmaceutical chemicals Co, Alexandria, Egypt) was allowed to evaporate for few minutes, leaving a thin film of EOs on the floor of the dishes. The control Petri dishes were treated with acetone alone. Twenty adults each of S. oryzae, R. domonica, and T. castanium (one to two weeks old) were released separately into each Petri dish and were covered. Three replicates of each treatment, each insect species, and control were set up. The mortality was recorded after 48 and 72 h, and the Lethal Concentration 50% (LC 50 ) values were calculated [48] .
Fumigation Toxicity Bioassay
The vapor toxicity of the three evaluated oils against the adults of S. oryzae, R. domonica, and T. castanium were investigated by transferring twenty adults into glass jars (250 mL) (Adge industries, Ahmedabad, India) containing 10 g of wheat grains and exposing them to vapors with different doses of oils dissolved in 100 µL of acetone and applied to filter paper (9 cm diameter). The treated filter papers were attached to the inner surface of the screw lids of the jar using adhesive tape, which was made to be airtight, after allowing the solvent to evaporate for 5 min. The control jars were treated with acetone alone. All of the treatments and controls were replicated three times [47, 49] . The mortality percentage (M%) was determined after 24, 48, and 72 h, and the LC 50 values were calculated as previously described and the values were presented as mean ± standard deviation. Table 1 shows the chemical composition of the n-hexane oil from Rosa spp., where the main compounds were methyl eugenol (52.17%), phenylethyl alcohol (29.92%), diphenyl ether (7.75%), geraniol (5.72%), and geranyl acetate (2.58%). Table 2 presents the chemical compounds identified in the EO of M. piperita. The main compounds were menthone (20.18%), 1,8-cineole (15.48%), menthyl acetate (13.13%), caryophyllene (4.82%), β-pinene (4.37%), D-limonene (2.81%), and α-pinene (2.25%).
Results

Chemical Composition of the Oils
The chemical composition of the EO from the foliage of P. roxburghii is shown in Table 3 . The main compounds in the EO were longifolene (19.52%), caryophyllene (9.45%), ∆-3-carene (7.01%), α-terpineol (6.75%), γ-elemene (3.88%), aromadendrene (3.51%), α-caryophyllene (3.45%), pentadecane (3.35%), hexadecane (2.38%), tetradecane (2.75%), borneol (2.16%), α-pinene (2.12%), 3-(2-methyl-propenyl)-1H-indene (1.98%), 1,7-dimethyl-naphthalene (1.84%), 2,6,10-trimethyl tetradecane (1.83%), longicyclene (1.80%), and terpinen-4-ol (1.77%). 
Contact and Fumigant Toxicity Methods
The results of the contact toxicity of the three natural extracted oils were obtained from M. piperita, Rosa spp., and P. roxburghii, and their efficiency was tested against stored insects such as S. oryzae, T. castaneum, and R. dominica, as found in Table 1 . The results of M. piperita by contact toxicity in Table 4 showed that with the increase of time to 72 h, the LC 50 (mg/cm 2 ) values decreased from 0.036 mg/cm 2 (range of 0.030-0.042 at 48 h) to 0.022 mg/cm 2 (range of 0.019-0.026 at 72 h), 0.083 mg/cm 2 (range of 0.069-0.102) to 0.055 mg/cm 2 (range of 0.044-0.070), and from 0.088 mg/cm 2 (range of 0.088-0.099) to 0.084 mg/cm 2 (range of 0.074-0.101), respectively, for S. oryzae, T. castaneum, and R. dominica. The results indicated that M. piperita was highly toxic to S. oryzae compared to the other insects.
The mortality percentage (M%) of S. oryzae was 100% under high doses (0.2 and 0.4 mg/cm 2 ) for both exposure times (48 and 72 h) compared to the control (0.0%), and the other two insects, T. castaneum and R. dominica, had morality percentages of 70% and 90% (48 h exposure time) and 100% and 100% (72 h exposure time), respectively ( Table 5 ). The lowest M. piperita dose (0.02 mg/cm 2 ) showed a moderate mortality percentage for S. oryzae, which was 36.3% and 40% after 48 and 72 h, compared with T. castaneum, which showed the response of 0.0% (48 h) and 30% (72 h). R. dominica was not affected by this dose (0.0%) for both of the exposure times ( Table 5 ). The data showed that with the increase of M. piperita dose from 0.02 to 0.4 mg/cm 2 , the mortality percentage increased, especially for the rice weevil S. oryzae. Highly significant variations were observed between the tested M. piperita doses against the stored insects, and this natural material could be used to control the insects that infect the grains.
Using Rosa spp. oil as a contact film showed a low toxicity against S. oryzae, T. castaneum, and R. dominica, with respective LC 50 (mg/cm 2 ) values after 48 h of treatment of 0.520 mg/cm 2 (range of 0.381-0.995) to 0.421 (0.313-0.784, after 72 h), >1.00 mg/cm 2 (48 h) to 0.826 (range of 0.463-0.7.257, after 72 h), and 0.949 mg/cm 2 (range of 0.514-4.487, after 48 h), while after 72 h the LC 50 was 0.706 mg/cm 2 (range of 0.428-2.192; Table 4 ). The results indicate clearly that S. oryzae was more susceptible to Rosa spp. oil, which resulted in a high toxicity compared to the other insects. The data in Table 5 showed no effect for the lowest concentrations of rose (from 0.02 to 0.04 mg/cm 2 ). The highest concentration, 0.4 mg/cm 2 , showed a low mortality percentage during both exposure times of 48 and 72 h, which were 40% to 50% in S. oryzae, 30% to 35% in T. castaneum, and 35% to 40% in R. dominica. The concentration of 0.06 mg/cm 2 showed no mortality percentage for S. oryzae and T. castaneum under both exposure times ( Table 5 ).
For P. roxburghii oil's toxicity, the data in Table 4 show that the LC 50 (mg/cm 2 ) values were 0.076 mg/cm 2 (range of 0.061-0.095), 0.061 mg/cm 2 (range of 0.047-0.078), 0.383 mg/cm 2 (range of 0.317-0.516), 0.318 mg/cm 2 (range of 0.254-0.461), 0.194 mg/cm 2 (range of 0.169-0.238), and 0.156 mg/cm 2 (range of 0.128-0.196) for 48 and 72 h, recorded for the three insects S. oryzae, T. castaneum, and R. dominica, respectively. Also, the data in Table 2 for P. roxburghii showed no toxicity against the three tested insects at the 0.02 mg/cm 2 concentration; in addition, the previous concentration of 0.06 mg/cm 2 showed no toxicity for T. castaneum (Table 5 ). S. oryzae and R. dominica showed the highest mortality under the highest P. roxburghii dose (0.4 mg/cm 2 ), which was 80% and 70% under the two exposure times ( Table 5 ).
The second method to test the efficiency of the three extract oils was fumigation for 72 h, as found in Tables 6 and 7. The data indicated that a very high concentration of Rosa spp. should be used to kill 50% of the insects, compared to the other oils. The LC 50 (µL/L) for Rosa spp. oil was more than >100 µL/L. Table 6 ).
The results showed that S. oryzae recorded the lowest LC 50 compared to the other two insects. Six different concentrations were used, which were 2, 4, 10, 20, 40, and 70 µL/L (Table 7) , to calculate the morality percentages. From 20 to 70 µL/L, mortality was 100% in S. oryzae, and mortality was also at 100% at 70 µL/L for both of the other insects. S. oryzae was very susceptible to all mint doses; the M% ranged from 40% (2 µL/L) to 66.6% under 10 µL/L (Table 7) . On the other hand, R. dominica showed the lowest mortality percentage, ranging from 5% to 45% under the same concentrations. Concentrations of 20 and 40 µL/L recorded high values of M%, which were 55% and 85%.
Finally, under M. piperita concentrations of 20 and 40 µL/L, the mortality percentages were 65% and 90% with respect to T. castaneum (Table 4 ). Only one concentration of P. roxburghii (70 µL/L) showed 100% mortality for S. oryzae and T. castaneum, while R. dominica showed a low value (70%) under the same concentration (Table 7) . No mortality was observed for T. castaneum and R. dominica under 2 and 4 µL/L of P. roxburghii. Only high doses of Rosa spp. showed mortality, although mortality was very low, ranging from 10% to 30% in S. oryzae, 3.3% to 16.6% in T. castaneum, and 5% to 35% in R. dominica ( Table 7 ). These data indicate that Rosa spp. oil had a low-toxicity effect against these insects compared to other oils, and the data recommend using natural oil against stored weevils and petals rather than using chemical agents.
The present results agree with previous studies, which demonstrated that the toxicities of the essential oils extracted from various plant samples were mainly related to their major components. Values are reported as mean ± standard deviation (SD). Rosa spp. Values are reported as mean ± standard deviation (SD).
Discussion
Nowadays, many different types of plants are used as insecticides. Saheb and Mouhouche [50] detected that clove and thyme EOs in a fumigant method indicated the highest efficiency, showing a 100% mortality of S. oryzae. In addition, the results of Jairoce et al. [51] indicated that the EOs of clove caused 100% mortality after 48 h at a dose of 17.9 µL/g. Also, the peel oil reported a highly toxic effect against the rice weevil, S. oryzae [52] . Moreover, orange peel essential oil was also found to have an insecticide effect against Sitophilus spp. The fumigant toxicity was evaluated by Jayakumar et al. [53] at different concentrations of lemon oil (10 and 50 µL for 24, 48, and 72 h) and showed the highest activity of LD 50 values (58.86, 44.90, and 40.38, respectively) .
Wahba et al. [54] detected the fumigant and admixing toxicity of four monoterpenoid compounds (eugenol, isoeugenol, carvacrol, and thymol) against the cowpea weevil, Callosobruchus maculatus. They found that the fumigant toxicities of eugenol and carvacrol were high, with LC 50 values of 34.58 and 37.34 mg/L, respectively, after 72 h of exposure time. Many studies have evaluated EO compounds to demonstrate their efficacy against a variety of stored product insects, including studies by Rastegar et al. [55] , Tandorost and Karimpour [56] , Saglam and Ozder [57] , Abdelgaleil et al. [14] , and Jarrahi et al. [58] . Brari and Thakur [59] showed that eugenol and thymol have potent fumigant toxicities against C. analis, S. oryzae, Stegobium paniceum, and T. castaneum.
Rose oil is one of the essential oils that contains methyl eugenol at a relatively high percentage. Methyl eugenol has been identified in high amounts, which is in agreement with previous studies [60] [61] [62] . In addition, in the present work, phenylethyl alcohol was found at a high level in the oil, which agreed with Ulusoy et al. [63] , who reported that rose oil's main constituent is phenylethyl alcohol. Bulgarian rose oil (Rosa damascena mill.) showed the main compounds of β-citronellol, trans-geraniol, n-heneicosane, n-nonadecane, nonadecene, and phenylethyl alcohol [64] . R. damascena EO and its two major constituents, geraniol and citronellol, had contact, repellent, and ovicidal effects on the different life stages of Tetranychus urticae [65] .
The main compounds identified in the EO of M. piperita were menthone, 1,8-cineole, menthyl acetate, caryophyllene, β-pinene, D-limonene, and α-pinene. The Iranian M. piperita contained α-terpinene, isomenthone, trans-carveol, pipertitinone oxide, and β-caryophyllene as the major compounds, respectively, with a high antimicrobial activity [30] . The major constituents of the EO from the Algerian plant were menthol, menthone, and menthyl acetate [66] . Limonene and eucalyptol were found in the plant from Girona (Spain), while menthone and menthol were found in the plant from Barcelona (Spain) [67] . The plants grown in Norway showed the presence of menthol and menthone as the main compounds [68] .
The present study showed that the M. piperita oil has potential insecticidal activity against S. oryzae, R. dominica, and T. castaneum. Previously, the application of EOs in 3 mL/m 2 of water observed a 100% mortality within 24 h for Culex quinquefasciatus, 90% for Aedes aegypti, and 85% for Anopheles stephensi. For A. aegypti, 100% mortality was achieved at 3 mL/m 2 in 48 h, or 4 mL/m 2 in 24 h, and for A. stephensi, 100% mortality was observed at 4 mL/m 2 in 72 h [69] . The EO extracted from M. piperita leaves possessed LC 50 and LC 90 values of 111.9 and 295.18 ppm, respectively, after 24 h of exposure, with an excellent larvicidal efficiency against the dengue vector of adult A. aegypti [70] .
The EO from the foliage of P. roxburghii contained longifolene, caryophyllene, ∆-3-carene, α-terpineol, γ-elemene, aromadendrene, α-caryophyllene, and pentadecane as the main compounds. Salem et al. [37] reported that the major chemical constituents of EO in the wood were caryophyllene, thunbergol, 3-carene, cembrene, α-thujene, terpinolen, α-pinene, and α-caryophyllene; in the bark, they were α-pinene, 3-carene, cembrene, and longifolene; and in the needles, they were α-pinene, 3-carene, β-pinene, and longifolene. The main compounds of essential oil in needles were α-pinene, caryophyllene, 3-carene (14.2%), α-terpineol, and caryophyllene oxide, as reported by Zafar et al. [35] ; in the stem, they were α-pinene, 3-carene, and caryophyllene [34] ; and in the bark, they were (E)-caryophyllene, α-humulene, terpinen-4-ol, and α-terpineol [36] .
For the LC 50 values from the oils from M. piperita, Rosa spp., and P. roxburghii, which were calculated against S. oryzae, T. castaneum, and R. dominica, these results were in agreement with the authors of [14] , who also worked with S. oryzae.
Conclusions
In the present work, the natural oils extracted from M. piperita (leaves), P. roxburghii (foliage), and Rosa spp. (flowers) were studied for their toxicity and insecticidal activities against three stored product insects, S. oryzae, T. castaneum, and R. dominica. P. roxburghii oil was shown to be a moderate insecticide, while the Rosa spp. oil had a low-toxicity effect against these insects. The results indicated that M. piperita was highly toxic to S. oryzae compared to the other insects. The M% of S. oryzae was 100% under high doses (0.2 and 0.4 mg/cm 2 ) for both of the exposure times (48 and 72 h) compared to the control, and the other two insects, T. castaneum and R. dominica, had mortalities of 70% and 90% (48 h) and 100% and 100% (72 h), respectively. Our results show that with the increase of M. piperita dose from 0.02 to 0.4 mg/cm 2 , the mortality percentage increased, especially for the rice weevil, S. oryzae. Highly significant variations were observed between the tested M. piperita doses against the stored insects, and this natural material could be used to control insects that infect grains. This means that the essential oil from M. piperita had the highest toxic effects against the three stored product insects, and it could be considered as a good alternative to the production of commercial insecticidal agents. 
